. TRIM9 localization and interaction. (A and B) E15.5 cortical neurons dissociated from TRIM9 +/+ and TRIM9 / embryos were stained for TRIM9, III-tubulin, and F-actin (phalloidin) after 48 h in culture, with polyclonal antibodies raised against either the N terminus (A) or C terminus (B). TRIM9 immunostaining was apparent in the growth cone and at tips of filopodia. Reduced, nonspecific staining was observed in TRIM9 / neurons but was absent from filopodia tips. Closed arrowheads denote the presence of TRIM9 immunostaining at the tips of filopodia in TRIM9 +/+ and TRIM9 / cortical lysates incubated at 100°C compared with those incubated at 37°C. III-Tubulin is used as a loading control. The VAMP2 epitope in monomers was damaged by extended boiling and thus is not shown. The 37°C samples were shown previously in Fig. 5 A. (B) Bacterially expressed and purified GST or GST-SNAP25 were incubated in lysates from HEK293 expressing MycTRIM9, MycTRIM9CC, or MycTRIM9RING. Proteins bound to glutathione beads were resolved by SDS-PAGE and analyzed by immunoblotting with antibodies to Myc. n = 3 independent experiments. P-value is from ANOVA with Tukey's post hoc correction. **, P < 0. 
